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(57) Abstract 

An eosinophil chemotactic factor which is constantly secreted by a T cell clone STO-2 is partly purified and a specific antibody is 
constructed. By using this antibody, a DNA library originating in the above clone is screened. As a result, it is found that ecalectin, which is 
a galectin consisting of 323 amino acids, has a specific eosinophil chemotactic activity. Use of this galectin makes it possible to provide 
drugs having an effect of increasing eosinophils in a tissue and a method for screening compounds inhibiting this effect. Moreover, drugs 
containing as the main ingredient the compounds inhibiting the effect of increasing eosinophils in a tissue, which are obtained by the above- 
mentioned screening method, are efficacious as preventives or ameliorating agents for various allergic diseases which are typical delayed 
inflammations caused by eosinophils, for example, bronchial asthma, allergic rhinitis and atopic dermatitis. 
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mm 

B^^A^t$tlT^^-2> [Adv. Immunol. 39, 177-253, 1986]o 

x;r^=5ri/>(eotaxin). SSM/v □ 7 r-i^-u n - -^iJ^S^ (GM-CSF)^ 
^>^-D^dp>-2 (IL-2). -f >^-D^'dr>-3 (IL-3). ^>^-P'f^> 
-5 (IL-5). -Y V^-P-f^Jr^-S (IL-8). >^-D^ :^r>-16 (IL-16X ^> 
x:^ (RANTES). MlP-la. MCP-2. MCP-3. MCP-4. C3a. C5a ^As^^^nxi^ 
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:r.:ir^^iy>m<Dm^liWniZ'ptjiUZ tifi^ihtiru^bo [J. Immunol. 
160(l):60-68 1998] 

[Lymphokine Cytokine Res. 10, 481-486, 1991; Lymphokine Cytokine Res. 11, 
331-338, 1992]o *^0^#^{i> 4^(11 C © T STO-2 ct D ^ 42 > -V - 

RNA ^miiiLMm^Rlit^^n\'\ cDNA lg^^ -f 7*7 >; -^(^1^ Lfco 

sTo-2 mm±m^ ^ z(Dwmit^imm^(D?mmm^ni\ nn^o^^iz 

->^l§fco 32 ^D->$ COSmt l>^>y^7x^ h Ls «±rf®» 

mmbtzo Z(0 3 oO^D-Xz^Sit^ cDNA®±DNAJ^ffl3'!j^1^->3b-- 
DjifcSUfc^C^s iti^ 3o©;:7 0->li-r^T 323fla07'^ y^*^ 

:i©MSlc!^Se^^MiH^tt. cDNA®^M2?!j*^e.smLfc^^*{i 36' 
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-9 (galectin-9) IzmiLXU^ :i tifim^ifii^ltJi'^tzo iiU^9->tlt. - 

®l/^^>0:ih^V'>-5 [European Journal of Biochemistry 243, 543- 
576,1997]o $^0^#f){i^ i:imULtiiS\y ZOItf- 

mm^m^^immi^^^:^i3ly^^>j (ecalectln) t^^Ltzo 

^mmm^. ^j^-tiu^^yj tits u^it® (a) (b) (D^y^^^mo 

(b) Sc;?'j#^ : 2 ^yi?ia^ij(;*?v>T. imL<imm(DT^ym-b^^ 
± # ^ § ?£ +4 w -r i> ^ > / ^ ^' K o 

<{±3 y^jiii^-cfe?>o ^tc. ym(D^m^iiL%:^tiui^9->^>^^ 

^ M® ^gfe >bi{^J^ ^ ti -5 ^ !3 1$ ic M li V ^ „ 

*B^iiffl«4's rx*i/^f->>&ii- KI-^DNAj hli. UiT® (a) 
~ (e) OVN-rn*^®DN A*^?)^ci)DNA®C i:^^^^o 
(a) i£^J#^ : l®lgSiH^J)!p?>)fe?)DNAo 



wo 99/62556 



4 



PCT/JP99/02952 



(d) ie?^ij#-^: 2(DT5,ymmm^:3-\:t^BNAo 

(e) iB^iJ#^ : 2©T^ yM3«Jt*^V^Ts 1 ^ t < (iMOT ^ y 

PGR (^?ijgtt,BfP). ^tU:!^^ 

^mtnmo^m^^Mr^^yn^n^u- K-r^DNA^f^mt-^^h^bsx- 

t4®iSVNDNA^#liT?)Ch*'iim^Ttotl^o IPt.*IEBJ® DNA (Cli. E?iJ# 
^: 1 \.zmM.O:^i:jVC'^>^y?^^n^Zi- Yt^ DNA :/l;y^XL^ 
fi'^^^M^^-^^-a-^rSt^^&Wt-?)^ >A-i^H^=i- Yti> DNA 
^oi^DNAttt. thW^Mc. mUt. ^^Xs ^>vh. ^;k^')'h. 



wo 99/62556 



5 



PCT/JP99/02952 



=»-K-r^ DNA ^MMir^tzl5b(D^\-( yw^-a — iyayoi^ii^it^ 
reO'C. 2xSSC. O.nSDSj ^iblzif^^Lili rss-C. 2xSSC. 0.1%SDSj 

^iblz^^L<it r65«C. O.ExSSC. 0. 1% SDSj liJt, *) -Di;*)»St< 
a r68°C. 0.2XSSC. O.USDSj Mh. ^ "tf-i^ 3 y^ii^ifiML < 

l±. lgcLO^N^7->;^--<-{f-v3>^f^J:li^ r65°C. 2xSSC. 0.1% SDSj J; D 

ll^tts iB?iJ#^: l(crdi6®DNAi:. ii?^, 50%W±©ffl|HH4, ^?^L< 
{i7 0%ti±cD^i|5lt4. ^?){C$f^L<j± 85%J.:>l±Offi|5|t4, ^^,{C*T^L< 

^t^Zht^tii^X^-otzo 

imr^>^^m^tiL\.^ti^1^fz\±^ibmxm\^^:Lt^m^iy'{zLtzo oLiju 

^^xommmiznt^T^mmit. ^iti^xizmmiznmmji^im^ 
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(2) ^"^^^>0»M^«S±#^-)±^rg1<fc^PIStS^b^ife$W^fig 

(3) :^fU^^>A^x:^i/^^>f^§^ (1) ^^,(^ (2) fatg^lg^Jo 

(4) ^-u^f-^. mm^i^w^^tzm-^iztt-^x. i^xy^^y, mmmz 
M^x^mt^m^^^-^^fz^^o.nm^oMim^mthJL^^^tSs 
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(b) (a) (OJLU'ii^imt^mLfzih^i^^m^-r^x.u. 

So 

(6) *'U^^>A^x:^,u^^>-r'$,^. (4) ^fett (5) iB«®;^^. 

(7) \zmm(07.i7^)--y^o)t~i^o^^ ^l-^^>^^ti^^y ho 

(8) iffmm^^^iz^ti. (7) izmmcD^yho 

LT«i. t:h#b^f->-K bh:^/L.^^>-2. bh;b-U^^>-3. ^^y^ii 

■^\^^^>^m^Lmmt^ tz&mn HLxit. MmmA^ t -j > y i^jc ^ 
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mmmm Ltz^(D^m\^^^zti) rIb^t- * s tK m x. sto-z mmmcD^o^jis 
Its isiy^^>^o-\'t^mii:i'^m^tj:^'^^-^if\-Lxm^mm. 

ii\y^^y^-D- Yt^ DNA >&^tf DNA h LT(i^ ij V ^ ^ y om^^mi.!" 
^^tS^(DX$)nm'^lzUm±ts:<s cDNA, >>-VADNA. '>'f;bXDNA. {b^^ 

^b^^^L^ PGR ^tizx^mmt^zti)^-^mx$>^o m^it, >f j 

AdMiy^^iJV^^y^zi- h't^dM^mmt^m-^izit^ TQiagen genomic 
DNAkitsj i^T^ytt. K-f HJl^y) ^^&fflV^S d A^DTtfet-^So m 

isiy^^ycDM^^mir^^B'i-^m^m-tztizxy), mm^zmmt^ 

\y^^y^^mx'§^m.^^^tztbcD^!7^-, m^mt^ y^^^n^mut 
iiui7^y^^i^p^X'^m^M:%tzisb (tzttim^i'^motzA) izmu^' 
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t ^ T ^ ^ ^ - tt {3 ^ A -r ^ C: ^ ^, pitfe T- ^ o 

^%m\z.^^^xmh^^mLo Mmmmt ut^s *'l/^^> dna 

V^ o U ^ f - > DNA ^ ^tr-^ ^ ^ - *^2»A ^ tl ^ ^J3@ i: L T li^f t $iJ|S(i;& 
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Mti^B^y^, v^^7 :^^^>m(D±l^:^>m^m^mF^Ltzmxmmco:^mx'■ 
mw^(D^\mt^±.m-r^m'&^9kt>f^\.^m^m.mm. ^^^j. mim 

X -^m (3 ffl I, ^ ^> s ^ jjcisf* ^ mit sa^ L D f -s c i: pj^T- 

*fc{i{S#^J (^^y^ ^-?^^>) ^^jgM^^ 

mummoymMmm.nu u%L<mmm\m^th:iti^x^^o 

XLfzw^mx^i^x^^o ^(o^oizLxn^n^i^mmmmt. m^\t\i 
Y^\t\:.^tt^mimmz%iLx^^t^:Ltt^x^^o ^4*^^ 

#l|^0.001~100aig. ^T-^L<liJ^^0.01~10ing. cfc D L < ttifi^j O.l^lmg T* 
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xm^smiL^miii^'^. m^^^^mz^MM^mmm^-n^Lt^pjn^x^^ 
L^ mmuiiLifi5kmj5:mx$>^m^izii^ -^y'-y'ji^mLx-^mm^mifii- 
^zti)Rimx$)^o 

A ^CD# ^ ;i, ;^ ^ ^ - (Z te^- r P ^ - ^ - 1/ ^ ^ > it e-T L 

\y^^ymii^(D%Mti^Mti}ti:i,coxs ifi-D. w^izitmm(Dm^iznLx^ 

ths nfknco^i\:.'&^^y-^^i>tz^(Dm\\t. ^o^o^uMs mmm^ 
tz \t^mmm tLx e^figffl r^zt^ rTh^t- s *^ mmmoy^im^i^T 

<\tmmm. mu ^tinu m-mmtm.n<D^mm<D7mmm(Di\^mx^m 
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iS-^®:®^^ -^fi^JtZfifeAtlioV^Tiis -Btotit, o.OOl-lOOmg. $?SL< 
0.01~10iDg. j:t)$f^L<iii|^ O.l-lmgT-fet). )SPJ9!-^®Jg^^ -IS 
fl«j{ZfigA{c;foHNT{i> -Btco^i^^ O.OOl-lOOOmg. *f ^ U < \±m O.Ol-lOOmg, 

iiv^^ ycDum^mt^ ^±.m-^%^im^mmt^it^m^umt^fz 

^\Z\t. mX\t. ^CiS)t[Lymphokine Cytokine Res. 10,481-486,1991; Lymphokine 
Cytokine Res. 11, 331-338, 1992]{zi3ijO^S5^f&ffl1-^C i:3!)S%x.^tiSo 

\^7.ii^t>:^-i) ^my<^fz^-mm.miki^mmtz.fi{zm< 
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0.5-1 X lovmi hvi-mm^s TMiziimm-b^^mti>mmmik(D:r.i3 

■r S J: {3 j: o T ^i*® Tfe^bt^ *sfST 1- ^ <b^!^ <^ MJfe L T V ^ < 3 i: {c J; t) , 

T-$)i»o human ecalectinJit hx:i;ly^^>:^^ human galectin-1 (i 

hh^bii75^>-l human galectin-2 ttb h:tfU;^g^>-2 human 
galectin-3 (±b h*"l/^^>-3 rat galectin-4 v y hptfb^^>-4*. 
rat galectin-5 {i^ h*"l/^f->-5 human galectin-7 iit l/^'f- 
>-7^s rat galectin-8 li^ ^ "^-y-^^-, mouse galectin-9 x' 'i?;;^ 

iiV^^y-^^. human galectin-9 (it h:^*b^'^>-9 ^^^n^ti^N-To * 
fcs r^jb^MB.2ilSj. (m^<b^[BlAa. 1 9 9 0^^) p. 1468 

m-c. I. m. 2. .c^fli^ 3 . mm. 4 . mm. 5 . fFiis e . >^ms 

7. flflis 8. /jNJl. 9. 10. 1. 11. $3tu 12. MT"CZ)x;bU 
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D-ytLX G3PDH^fflV^fco 

T% 1. WSi. 2. ';>/N*gi5. 3. 4. 5|5^^aifat^. 5. #11. 6. fl^ 

ffF T- © 3^ U ^ ^ > ® ^ m ^ ^ L o 

U-Zfh LT G3PDH <&ffl^,^fco 
P — ^'h LT G3PDH $:fflV^feo 

fc$f 4J»lcDSS(=&^tfco fi^tL;{)ipiil^Bg(7)PB S 
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7 t-I^LXm^titzMf!^^. STO-2 [Lymphokine Cytokine Res. 10,481- 

486,1991] ^untbxm^tzo Fkcsm^izj^y). zommm^Tmm^^x 
^^zt^mmLtzo ttjit>-^m-zit..m. cd3^ cd4. mis^um^^ 

MLXi^^tzifis mnM/'^^tiy7-9is^VPimM(D-^-iJ~X$)^ CD16. 

o.not hjfiiriT;!/^^ loou/mi 0 iL-2 (^^•;-^^-5"w^m^ mM). 

50>uM©2-^;i/:^7 7'h3i^y-;u. lOO/zg/ml h l/7*h v-f S/>, lOOU/ml 
(D^^i^'J y^JiU5ug/m\ (Dy T >^'J y^mtQLtz SF-02 ^Jfilvitgife (H 

3>tgife5 U 'V^-^s 50DiMg^i?:»- ij .i7A (pH5.0) bfcitfiS© CM 

-fe7TD-X;?3^A {y y)l-7i/T^t) (2.6x40cin) izMLfzo ^ 

>^t^ti^A^^mimmmxx<mo^tizx^. :jy=r^ i/3>igjt(z^ 
mm^i^'^m^it. ^.mmti- v >i'A<&^tf 20111M v v ':pj^mmm 

(pH7.0) <^fflVNT?gtB Lfeo $?i?J*7&{bttBi-7-{±x [Lymphokine Cytokine 
Res. 10,481-486,1991; Lymphokine Cytokine Res. 11, 331-338, 1992] (ziB«g© 

:^m^mux^y ^^^y-a >®^T^it^M±fStt<&«iJ^f ^ c cfc D . :i o 

tt^fg^it; LT^^. Mi^=^tf ofco 300ml ©>gijB?«<& 1%^ U v>7Kj§?t4' 
W1"'5 7^^'i/3 > 40nil >&D h7;tTi>:^7^A KftN *U7;i-;i/ 

a-H2>y>^;Hi \y^'yyyy^ D**) io^(3?iigLfco cn;^' 

PBS*T*iSMs PBST-¥ii<btfc lx30cm©::^-^N*-o-;^-12 A (7t 
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}i-^i/T%i) (let 13^11 ^ fir's; o>to :i(n^'}\^^mij'ph(D^^^)-:r\y — i/B 
>{cac5^t{^Jai:^i:'0 ECA r^^lt 30~40 ^uy)\,\<y<Dm5^\z^^\.tzo 

>^'5^KM^-B-fco ^©M^ 30%Slt^Z>^:ie7A?&^tf 20mM D h 
U'i7Allii^ (pH7.0) {ci^j^L^ Mffir«T"W<bLfc 4.611UBX 7.5cm 

TSK ^;i/7 i-;i/-5pw (h-v-tt. *:^) tT^iitfco mmm^\'(D 

mM7y=t-^lx^ 30?5~05J^-CrM'J>^-li€) U-7'^'*^i^x> hi</lS*fir?5:o 
ffl >fe o 

[||»J2] T«mST0-2 J;D^^^LfccDNA7^:/^'J-^^ IH^^^o- 

STO-ZmcDNA^II^'f 7'^ 'J -Of^MtiZAP ExpressTM cDNA Gigapack cl 
oning kit (;i h^^i^->^±^ ij^)y^}l-Tm. v;^^) $ffll,^^:fif;feofc 
o -r^to-^s ^U5/zg©:1^'U(A)*mRNA ^1 xlO»fi©STO-2iffl|iaj; tJFastTrack RN 

A isolation kit ( > f h P v x >tt, ti ^) y t)l—T'W\. -it >7=^^ rcu' ) 

©;r U n" d TT*^ V- (5' -GAGAGAGAGAGAGAGAGAGAACTAGTCTCGAGTTTTTTTTTTTT 
TTTTTT-3' ; F^gpt^JM.^XhoIl^-^' ^*5^^t^TV^i) ; ifi^^ij^-^ : 3) 
TS^53©DNA|B<^a£^L/to c:©DNAm4fig;SiJ&{i. cDNAl^©XhoIi^--r h^i)^^^ 

C©cDNA©5'3^?ffi{3ii;^t/to cn<&^iJPl^^XhoI {7. Y'y^V-y^i) 
»rL. O.lmMEDTA. 25mM NaCK lOmM Tris-HCl(pH7.5)T-¥M Lfclml©-fe 7 

7^nm-m HR ^;uM*7A^fflv>T-t>-'f x^ijuto soob" 
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(ZAP Express™) lz^u->itbtzo Cin^&Gigapack III Gold extr 
act >&fflOT7T->'e^(c|5l»3 3iS-&fco:^lilXL-l Blue MRF' Izm^tltz 
7T-iyn^^ h^>;^7x^^L^ l<JlxlO"pfu/inl ( Imlfefc 
7;r-^ h) ©^^i57-^}$OcDNA7^r7 'J-:&^|fco 3©ST0 

-EMcDNA^^ 7'-7 U-<^. picoBlue" ^ A7 X ^ 'J h h 

M (?!^10ng/ml) $7-p-ri:LT^i^H£;^tt^D->®jlJS^.fT^e^fco 

^®^^^ 32 o->>^^#;to d ti ^® ^ □ - > 

ExAssist/XLOLRI^ i7.h^^i^->n) ^mmLX. c DNA ^ri?Lmi&tl« 
■r'3^5lT^?)'^^^-pBK-CMV (cm<^JA^^3>X h^^ h^lJJDaitito 7" 
K$^7*U>;/7'r'r VL/ — i/3>:^r'3/ h (^T'^^'^tts ;!j U 7 7' 

tzo^5ug(DmmLtz:i(Dy^X^ K^DEAE-t-'^^t^ h^>-S[Mol. Cell. Biol. 
4, 1641-1643, 1984] (Z J: D COS iifl^t h ^ > 7 7 h L;toltt4?lB8ffl®r^ 
KhLT. pCMV/?-galcDNA (7h^^i^->a) <&fflVNfeo 
hv>:^7x^^>h^, 10%J}&i^it^M*5ctt>' 50//M ® 2-^;i'*7'ha:^ 
7 -;i/<&^tf RPMI-1640 ig±fe«-T 37°C^ 3 EllSig^ L^®ig«±ii<^ EGA ($? 

mmm(D^it^lt. M [Lymphokine Cytokine Res. 10,481-486,1991; 
Lymphokine Cytokine Res. ll,331-338,1992]tlBi50;5vi(3 LfcA^oTiJS L 

{Ci^<{nCD16ife^^*D:/«J > (DAKO.A.S.ttM^ t^>x'-:?. ^07 h^>;;7-) 

?^mrA#;Mtj: D me-mmm^mmLtzo n^titzififmimmmitm 

^^JfelN^VT-UV (5 ^^D>0^.ip^Tit^X) ^iftLtz2mmM(D 48 
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uxntji-otzo m^(D^&(D^imm^^yu-h(DTmiz. o.5~ixiovmi 

UttW^iitT^ t hC5a(i^yvtt, ^X-U^'I'k Hz > h;U'i' ;^). IL-5(i^ 
h^>;;^7x^^> b©±g«±v«<^«^*f 3 o©^ D->*s-f > 

If b o©jtfM^'^btt^£^{3^5^^t:+^»© ECA?stt>&^^LTv^feo 
[»«?|J3] JiSiB?iJ©^^i:«?W 

^M^^iJ 2 TMf e> ixfe 3 fiCffii: L/r ^ P - >© DNA ii-^;?^-^ 
[Proc . Natl . Acad . Sc i . USA 74, 5463-5467, 1997] \z X Mm^n * L i: C 5 x 
t^xn—(D^ y f^^n^zi- Y hX\yfzo DNA ©n>-fe>-t>-:P^iE^J<feiB^J# 
^: ItCs M^^tiaT'^ y^ia^ij=&i2??!j«^ : 2 {^^ ti^n/l^ Ufco ?t^^ 
fltzir-yy U-T^-f >^7b-A{±. iE^'J#-^ : l©7^U;r5^ K#-^ 60- 
1028 tffi^ Ls323fll©T^ KtS 36 ^uy)V V >©^>>'^^W<& 

ii-KLTi^?.*©J:ft^^tifco -^mm^lts ^D-->^^tlfc::©» 

1 576- 1 58ni »^ fit) ^ U ■T' T- - 1/ - 3 > :h ;u T- ^ o CI © ^ D - > 
{i 5'MiRMJ^{3 59 h\ 3'#ffl!RM{c 560 7^1/;^^- h'J.:Jl±© 

n (Cell, 46,659-667,1986) 5!)^ Ltf L{fBe> tlSo x;t =lri> >-l < ©' 
'Jr^i^'f >^.1t'i' >^©te¥^tl(3^e>n§''AUUUA''^5^-7{ix:fj^ 
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"cccucr^ ^- 7 *s 3 ' $mm^m^7 ^ b i34i~i484 izE^^n^o 

-^B0:i^tiui7^>it^'s^y^^^nr'}bio STO-2 m^om^^Mii^^mT^^ 

n S T ^ y lt^<0 Phe. Leu Val W U T V ^ S ^^JJ > 

fco plii 8.1 i:^i^$ti?)o b^5^>tt 4 0® Asn^a-&§y 

MUf^JPRfH^^cgPiu^b^iB^iJ*-^ 2 ©7 ^ y S?#^ 34.79 ^XU 137 (C^Sf i)o 

GenBank p v-1t-^?:fflV%T. ^ >^^^M*d J:t>'1^^0*g|p|^J^© 

(i'ir^:^?^ 15)11^ W t-C^D^r. U ^ 5^ > ^ [J.Biol.Chem. 

269,20807-20810, 1994]i:=ffl|0lf±<&;t1-^^i:A*^PJBJtfco^<3. h hiJcfcy^x' 
'^7;:^{CE63fe-rS*'U^^>-9[J.Biol.Chem. 272,6416-6422,1997; J.Biol.Chem. 
272,6078-6086,1997] i:@^?)l:^Sl.^^elBlfi<&^UTV^fcoll 1 icSitlg^^tlT 

p< U -7 > h'#k P >y ^ t feJi^' U (A^RNA ^^tf ^p M^^ 

cDNA rD-y'^m^^^xm^btzo rv-rt 68°c2 ii#rBm^&^-&?'c rna 

yt3^:;V^. O.lXSDS^^tf 2xSSC{ZTMT" 15:0-ro2lpl^Jt#L. 
O.IXSDS $^tf O.lxSSC izx 60°CT 30 ^-fo 2 Hl^^fe^ L?^wo ;r- h^i?;;!-^ 
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^^-fO^p^-v^li BAS-2000^='P ^ ?^-i^y'^^W. (a±7^;i/Atts MM) 

>/mtiimmt^ti)izw--&bx\.^^ mm © § ti't ^ 0 $5 ¥ii ti b e> 

(11 2 A ; 1 . lii^. 2 . iiivM. 3 . mm. 4 . 5 . 6 . U > 

^^J*^ 7 . 8 . 'bm. 9 . 10.1. 11. 1 2 . 

J}^iltfF^i:*t^<^?itTV>^c:i:*5fl^^;b^z;^dJofz (113A; 1 . 2 . 

')y^m. 3. mm. 4. 5. #fi. e. ji^iifFT-©x*b^5^ 

>©^m?:^-r)o III3 0^l^{Cffl^^feRNA^i;^<'J(A)m^^^ffltT^,^ 

oTl^?)o ^fcs I12B :j3«i;l>*lI3B (i. ^U->iZU- VLtzMkCDmnM. 

^mm-r^^tcmtz^sbcDnmm^-^^^. mutzyu^y v § 548bp 

A^5>^i)l: K 3-U >K7=^h Ko>7:^— b* (G3PDH) cDNA r 

U > ^ T'$iJ^ L }t ^ ©il^t A^i^/jp ^ ^- ^ ^ gglg t- ^ 

Dermatophagoides f ar inae ( dfMB t ^ L T ^'Stt <^t#o;i<v>x^r 

;to SxlOVml (Omm^s Sr+iJ^ilSM^^^tf RPMI-1640 i^tt^fcli. 5%^J3& 
iSMi: 5//g/ml ©Df <&^trRPMI-1640igi1!i-r^ti^ti48 ll-5r^tg«ILfco 

h-^;i/ RNA S RNeasy Midi kits (^T'if>tt) Sffll^TCtie)©^/?)^^ 
fflmLfco^i^5//gOh-^;i/RNA>&«f^. \A%TiJD-x/yt)\^ATK K' 

;UC T 5 ^T J& o o ^ (C U RNA ^ Hybond^" ±^D>^> 
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[Proc. Natl. Acad. Sci. USA 77,5201-5205, 1980]o UV (3 J: S^M^^tr^c o 
fef^s ^ >7'l/><& 40//g/ml ©^t4L;t+>-'5r||^-DNA (;^ ^ 
^tf QuickHyb C^^ h^^v^-^tt) ?KT- 68°C. 30 ^©M^fif.^^d^ofco ^{3 
i^iMtg^ilSltfex^b i/^f->7-D-:/$:#tf|pI-®M^il4'T- 2 ii#P^Sj;&^-i± 

>7>>) ^ 548bp -fe ^ t h ^''>J-tr;u:?';i/7't K 3-U >^7=t h'o^:?-- 
-fe* ( G3PDH ) cDNA i: i^j5& ^ -fr o 

flSJi. 'J>ft®Ji;b U^'^^ mRNA tT ;{)^ Df m/^.T- 48 

B#rB^$!l^tfc4)0(±^ 50fg~90f^4)® mRNA ^S^f ^ ck "5 t ^ (ll4A)o 

E14B (i§l/->{co - K Lfc RNA ©^S^fi^fiiEt- 
T-$)»3. «^16 {Zf3«g® G3PDHcDNA>&7"D-:/^lLTfflV^fco 

llffifi?'J2T'f#fe pBK-CMV (cMji/v;t:i* U^^> cDNA ^^ir^giLs 
Spondoptera frugipenda9(Sf9)m*«T*^JlT' § ^ pVL1393 ( 7 r - ^ > x 
x>tt^ :t) U 7;i-;i/-7':)'l>k ■tl->T^'fXD) 'j b H U >i»fE^ 7*0 ^-^ 

-®T^(-iii^t7'co >i®7-7;^^ K?&ii{b-feS/'i7A-x5^i;'>A7'P ^ h'^p 

fjKtMBaculo Gold^DNA (7r-$>s;x>tt) ii" 
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x:*Jl/^5'> cDNA ^^tf baculovirus ^[SI^, ^Ms MmL. Sf-9 «(;|| 

^m^'^tzo m^mmit mMm fcs ^^ti TNM-FHJgjfe*T- 27°c3 Br^tm 

\im^^ Iml (D^^ h-Xtt'^l. (M^XH. izMf, 200mM^^^ h 

«fi^j2 t!aie®^^bt4^sij^f S3it®^;^^^ffli.>T. mmmi-TrmmLtz 

mm-r^tzisb. uycomm^n-^tzo 

mmm2izmm(Dumm(DMimmmiz^ux. Tmizmmmt Lx pbs. 

x.i]U^^ymji^m(DMimm\^^^^tji^^ti>i^tzi±mibX'i^^ 

I5l|»®lli^>& 'J >>'^fc1^ (EI?) *5J;t>-W (0 8) izm^xn^tzo 
U>©jJ^T1t^'X{i^ti^tL3i>cfct>'8>ain Tfe^o l^f PBS 
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(b) (a) (Dx.m-cMimifimrLtzit^'^^m^-r^JLm. ^^tss u 
8. vi-mM^-^^^'^ts. mm^i\z.tm(D^-j Yo 
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A 

kB 

1 2 3 4 5 6 

1.35- 



B 



1 2 3 4 5 6 
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1214 



A 



1 2 

■'■ I ' "28S 
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115 




10"^ 10-^ 10-'° 
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400 




PBS IL-8 lLti\y^^> 
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100 



A 



75- 




50- 



25- 
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1^8 



150 




PBS MCP-1 X*l/^9^> 
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mm 

SEQUENCE LISTING 

<110> Kanegasaki, Shiro 
Matsumoto, Ryoji 
Hirashina, Mitsuomi 

<120> eosinophil chemoattractant 

<130> KAN-OOiPCT 

<140> JP 10-170698 

<141> 1998-06-03 

<160> 3 

<170> Patentin Ver. 2.0 

<210> 1 
<211> 1623 
<212> DNA 

<213> Homo sapiens 
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<220> 
<221> CDS 

<222> (60).. (1028) 
<400> 1 

ctacaaagga cttcctagtg ggtgtgaaag gcagcggtgg ccacagaggc ggcggagag 59 

atg gcc ttc age agt tec cag get ccc tae etg agt cca get gtc eee 107 
Met Ala Phe Ser Ser Ser Gin Ala Pro Tyr Leu Ser Pro Ala Val Pro 
15 10 15 

ttt tet ggg aet att caa gga ggt etc cag gae gga ett cag ate act 155 
Phe Ser Gly Thr He Gin Gly Gly Leu Gin Asp Gly Leu Gin lie Thr 
20 25 30 

gtc aat ggg acc gtt etc age tec agt gga acc agg ttt get gtg aac 203 
Val Asn Gly Thr Val Leu Ser Ser Ser Gly Thr Arg Phe Ala Val Asn 
35 40 45 

ttt cag act ggc ttc agt gga aat gac att gcc ttc cac ttc aac cct 251 
Phe Gin Thr Gly Phe Ser Gly Asn Asp lie Ala Phe His Phe Asn Pro 
50 55 60 

egg ttt gaa gat gga ggg tac gtg gtg tgc aac acg agg cag aac gga 299 
Arg Phe Glu Asp Gly Gly Tyr Val Val Cys Asn Thr Arg Gin Asn Gly 
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65 



70 



75 



80 



age tgg ggg ccc gag gag agg aag aca cac atg cct ttc cag aag ggg 347 

Ser Trp Gly Pro Glu Glu Arg Lys Thr His Met Pro Phe Gin Lys Gly 
85 90 95 

atg ccc ttt gac etc tge ttc ctg gtg cag age tea gat ttc aag gtg 395 

Met Pro Phe Asp Leu Cys Phe Leu Val Gin Ser Ser Asp Phe Lys Val 

100 105 110 

atg gtg aac ggg ate etc ttc gtg cag tac ttc cac cgc gtg ccc ttc 443 

Met Val Asn Gly He Leu Phe Val Gin Tyr Phe His Arg Val Pro Phe^ 

115 120 125 

cac cgt gtg gac acc ate tec gtc aat ggc tct gtg cag ctg tec tac 491 

His Arg Val Asp Thr He Ser Val Asn Gly Ser Val Gin Leu Ser Tyr 

130 135 140 

ate age ttc cag cet ccc ggc gtg tgg cct gee aac ccg get ccc att 539 

He Ser Phe Gin Pro Pro Gly Val Trp Pro Ala Asn Pro Ala Pro He 

145 150 155 160 



acc cag aca gtc ate cac aca gtg cag age gee cct gga cag atg ttc 587 
Thr Gin Thr Val He His Thr Val Gin Ser Ala Pro Gly Gin Met Phe 
165 170 175 
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tct act ccc gcc ate cca cct atg atg tac ccc cac ccc gcc tat ccg 635 
Ser Thr Pro Ala He Pro Pro Met Met Tyr Pro His Pro Ala Tyr Pro 
180 185 190 

atg cct ttc ate ace aec att etg gga ggg ctg tac cca tec aag tec 683 

Met Pro Phe He Thr Thr He Leu Gly Gly Leu Tyr Pro Ser Lys Ser 
195 200 205 

ate etc ctg tea ggc act gtc ctg ccc agt get cag agg ttc cac ate 731 
He Leu Leu Ser Gly Thr Val Leu Pro Ser Ala Gin Arg Phe His He 
210 215 220 

aae ctg tgc tct ggg aac cac ate gee ttc cac ctg aac ccc cgt ttt 779 
Asn Leu Cys Ser Gly Asn His He Ala Phe His Leu Asn Pro Arg Phe 
225 230 235 240 

gat gag aat get gtg gtc egc aac acc cag ate gac aac tec tgg ggg 827 
Asp Glu Asn Ala Val Val Arg Asn Thr Gin He Asp Asn Ser Trp Gly 
245 250 255 

tct gag gag ega agt ctg ccc cga aaa atg ccc ttc gtc cgt ggc cag 875 
Ser Glu Glu Arg Ser Leu Pro Arg Lys Met Pro Phe Val Arg Gly Gin 
260 265 270 

age ttc tea gtg tgg ate ttg tgt gaa get cac tgc etc aag gtg gee 923 
Ser Phe Ser Val Trp He Leu Cys Glu Ala His Cys Leu Lys Val Ala 
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275 280 285 

gtg gat ggt cag cac ctg ttt gaa tac tac cat cgc ctg agg aac ctg 971 
Val Asp Gly Gin His Leu Phe GIu Tyr Tyr His Arg Leu Arg Asn Leu 
290 295 300 

ccc acc ate aac aga ctg gaa gtg ggg ggc gac ate cag ctg acc cat 1019 
Pro Thr He Asn Arg Leu Glu Val Gly Gly Asp He Gin Leu Thr His 
305 310 315 320 

gtg cag aca taggcggctt cctggccctg gggccggggg ctggggtgtg 1068 
Val Gin Thr 

gggcagtctg ggtcctctca tcatccccac ttcccaggcc cagcctttcc aaccctgcct 1128 
gggatctggg ctttaatgca gaggccatgt ccttgtctgg tcctgcttct ggctacagcc 1188 
accctggaac ggagaaggca gctgacgggg attgccttcc tcagccgcag cagcacctgg 1248 
ggctccagct gctggaatcc taccatccca ggaggcaggc acagccaggg agaggggagg 1308 
agtgggcagt gaagatgaag cccatgctca gtcccctccc atcccccacg cagctccacc 1368 
ccagtcccaa gccaccagct gtctgctcct ggtgggaggt ggccctcctc agcccctcct 1428 
ctctgacctt taacctcact ctcaccttgc accgtgcacc aacccttcac ccctcctgga 1488 
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aagcaggcct gatggcttcc cactggcctc caccacctga ccagagtgtt ctcttcaggg 1548 



gactggctcc tttcccagtg tccttaaaat aaagaaatga aaatgcttgt tggcaaaaaa 1608 



aaaaaaaaaa aaaaa 1623 



<210> 2 
<211> 323 
<212> PRT 

<213> Homo sapiens 
<400> 2 

Met Ala Phe Ser Ser Ser Gin Ala Pro Tyr Leu Ser Pro Ala Val Pro 
15 10 15 

Phe Ser Gly Thr He Gin Gly Gly Leu Gin Asp Gly Leu Gin lie Thr 
20 25 30 

Val Asn Gly Thr Val Leu Ser Ser Ser Gly Thr Arg Phe Ala Val Asn 
35 40 45 



Phe Gin Thr Gly Phe Ser Gly Asn Asp lie Ala Phe His Phe Asn Pro 
50 55 60 
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Arg Phe Glu Asp Gly Gly Tyr Val Val Cys Asn Thr Arg Gin Asn Gly 
65 70 75 80 

Ser Trp Gly Pro Glu Glu Arg Lys Thr His Met Pro Phe Gin Lys Gly 
85 90 95 

Met Pro Phe Asp Leu Cys Phe Leu Val Gin Ser Ser Asp Phe Lys Val 
100 105 110 

Met Val Asn Gly lie Leu Phe Val Gin Tyr Phe His Arg Val Pro Phe 
115 120 125 

His Arg Val Asp Thr lie Ser Val Asn Gly Ser Val Gin Leu Ser Tyr 
130 135 140 

lie Ser Phe Gin Pro Pro Gly Val Trp Pro Ala Asn Pro Ala Pro lie 
145 150 155 160 

Thr Gin Thr Val He His Thr Val Gin Ser Ala Pro Gly Gin Met Phe 
165 170 175 

Ser Thr Pro Ala He Pro Pro Met Met Tyr Pro His Pro Ala Tyr Pro 
180 185 190 



Met Pro Phe He Thr Thr He Leu Gly Gly Leu Tyr Pro Ser Lys Ser 
195 200 205 
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lie Leu Leu Ser Gly Thr Val Leu Pro Ser Ala Gin Arg Phe His He 
210 215 220 

Asn Leu Cys Ser Gly Asn His He Ala Phe His Leu Asn Pro Arg Phe 
225 230 235 240 

Asp Glu Asn Ala Val Val Arg Asn Thr Gin He Asp Asn Ser Trp Gly 
245 250 255 

Ser Glu Glu Arg Ser Leu Pro Arg Lys Met Pro Phe Val Arg Gly Gin 
260 265 270 

Ser Phe Ser Val Trp He Leu Cys Glu Ala His Cys Leu Lys Val Ala 
275 280 285 

Val Asp Gly Gin His Leu Phe Glu Tyr Tyr His Arg Leu Arg Asn Leu 
290 295 300 

Pro Thr He Asn Arg Leu Glu Val Gly Gly Asp He Gin Leu Thr His 
305 310 315 320 



Val Gin Thr 
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<210> 3 
<211> 50 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:Artif icially 
Synthesized Primer Sequence 



<400> 3 

gagagagaga gagagagaga actagtctcg agtttttttt tttttttttt 
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